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INTRODUCTION
Purpose: Estrogen receptor (ER) and progesterone receptor (PR) have been used as indicators of endocrine system status since the mid-1970s in the clinical management of breast cancer. The predictive role of ER in endocrine therapy is undisputed, but the prognostic value of PR is still debated. The aim of this study was to investigate the clinical characteristics and prognosis of ER positive breast cancer with different PR expression levels. Methods: A population cohort of 3,030 primary invasive ER positive breast cancer patients from a single cancer center underwent surgery and received adjuvant endocrine therapy from 2004 to 2010. The clinical and biological features of these patients with high PR-expressing tumors were compared with those of patients with low PR-expressing tumors. The follow-up data for disease-free survival (DFS), overall survival (OS), and breast cancer specific survival (BCSS) was obtained from 2,778 patients. Cox regression analysis was used to correlate biomarkers and tumor characteristics with DFS, OS, and BCSS. Results:
Tumors with low PR expression had more invasive pathological features and biological indexes than those with high PR expression. Low PR expression was an independent poor prognostic factor for DFS ( trial, a worldwide clinical trial comparing the efficacy of tamoxifen with that of the aromatase inhibitor (AI) anastrozole, showed that patients with ER+/PR+ tumors had a lower recurrence rate than those with ER+/PR-tumors (7.6% vs. 14.8%, respectively) [6] . In this study, we analyzed cases of patients who were diagnosed with primary breast cancer and treated with surgery in Breast Diseases Treatment Center of Hebei Province from 2004 to 2010. By summarizing their distribution and clinical characteristics, and performing a prognostic analysis of ER+ breast cancer with different PR expression profiles, we were able to identify a novel prognostic indicator, which could provide a future reference for the individualized treatment of breast cancer.
METHODS

Patient selection and data collection
The patient population comprised a consecutive series of all patients with invasive and operable breast cancer who presented to a single regional cancer center between January 2004 and June 2010. The median age was 50 years (range, 22-88 years). In our trial, all patients who underwent curative surgery were discussed postoperatively at a multidisciplinary meeting, and appropriate adjuvant endocrine therapy was prescribed according to national guidelines. Adjuvant tamoxifen was administered to pre-menopausal patients, and adjuvant AI was administered to postmenopausal patients. A total of 1,263 premenopausal patients received tamoxifen therapy, 1,022 postmenopausal patients received AI, and 493 patients switched from tamoxifen to an AI after 2 or 3 years, because they became postmenopausal during the years of tamoxifen treatment. The patients' clinical information had been collected previously and stored in a database. Specific patient consent was not required because retrospective data from the medical records of patients who had previously signed information release documents were used in this study. This research was approved by the Ethics Committee of Fourth Hospital of Hebei Medical University (number: SCXK2014-0031).
A total of 4,632 women with invasive carcinoma were identified. The inclusion criteria were women who (1) had undergone mastectomy or breast conserving surgery; (2) were ER+ and had been administered standard endocrine therapy after surgery; (3) had no severe concomitant diseases; (4) had complete immunohistochemistry data including ER, PR, and human epidermal growth factor receptor 2 (HER2); and (5) had invasive breast carcinoma. Patients who were diagnosed with bilateral tumors or distant metastases at the preoperative work-up were excluded. At last, a total of 3,030 patients entered the final analysis ( Figure 1 ).
All the immunohistochemistry slides for ER/PR/HER2 were reviewed again by two independent pathologists. Immunohistochemistry staining of 4-mm sections of formalin-fixed paraffin-embedded tissue was performed with anti-ER (clone SP1; Roche, Basel, Switzerland), anti-PR (clone 1E2; Roche), anti-HER2 (clone 4B5; Roche) primary monoclonal antibodies. The ER and PR were visualized and classified based on the percentage of positive cells according to a semi-quantitative system. The slides were scored by counting the number of positive cells regardless of the staining intensity versus the total number of cells and calculating the percentage of positive cells (positive cells/total cells in one field). The positivity of several fields was averaged and presented as the ratio of positive cells per field to total cells per field: < 1%, negative (-); 1% to 25%, weakly positive (+); 26% to 50%, positive (++); and > 50%, strongly positive (+++) [7] . For PR expression profiling, a cutoff point of 25% was used to distinguish between lowexpression ( ≤ 25%) and high-expression tumors ( > 25%). [8] . HER2 scoring was categorized as 0, 1+, 2+, or 3+. A score of 3+ was considered positive, a score of 2+ was considered equivocal, and a score of 0/1+ was defined as negative [9] . Tumors with a HER2 score of 2+ were usually further analyzed by fluorescence in situ hybridization (FISH). If not, these tumors were considered equivocal. The FISH results were considered positive, equivocal, or negative according to HER2 copy number or the HER2/chromosome 17 centromere (CEP17) ratio [10] . Any ambiguity in the reports was resolved by discussion with senior pathologists.
Follow-up
The follow-up, which involved a hospital visit, telephone, or mail interview, began from the first day after surgery. The starting point of the follow-up was the date of operation. The finishing point of the follow-up was June 30, 2014. For pa- tients who died, the date and cause of death was recorded; all deaths not attributable to breast cancer were censored at the date of death. The primary outcome in this analysis was time to breast cancer death; time to death by any cause and time to recurrence (first episode, local and/or distant) were also analyzed. Accordingly, the primary endpoints were disease-free survival (DFS), overall survival (OS), and breast cancer specific survival (BCSS).
Statistical analysis
The distribution of steroid receptor status and other categorical variables were compared using the standard chi-square test. Survival curves were constructed with the Kaplan-Meier method. A multivariate Cox regression model was used to determine the association of clinical pathological characteristics with DFS, OS, and BCSS in patients treated with endocrine therapy. Hazard ratios (HRs) for DFS, OS, and BCSS were estimated using a Cox proportional hazards regression through DFS = disease-free survival; OS = overall survival; BCSS = breast cancer specific survival; HR = hazard ratio; CI = confidence interval; IDC = invasive ductal carcinoma; ILC = invasive lobular carcinoma; BCS = breast-conservation surgery; PR = progesterone receptor; HER2 = human epidermal growth factor receptor 2.
a multivariate analysis. All the statistical tests were performed using SPSS Statistics version 19.0 (IBM Corp., Armonk, USA) with a two-sided significance level of 5%. Survival rates and HRs were presented with their 95% confidence intervals (CIs).
RESULTS
Clinicopathologic characteristics
The clinicopathological features of 3,030 ER+ patients with invasive breast carcinoma were analyzed. The clinical and biologic tumor characteristics are summarized in Table 1 . Overall, low PR expression occurred more often in the postmenopausal group (55.2% vs. 38.0%, p< 0.001) and older age group (aged 50 and above, 62.9% vs. 46.9%, p< 0.001). However, the tumor size was larger ( > 2 cm) in the low PR expression group than in the high PR expression group (57.8% vs. 51.8%, respectively; p= 0.014). In addition, lymph node metastasis was more prevalent ( ≥ 4) in the low PR expression group than in the high PR expression group (24.8% vs. 19.7%, respectively; p = 0.004). Finally, there was a higher percentage of invasive ductal carcinoma (67.5% vs. 63.8%, respectively; p= 0.030) in the low PR expression group than in the high PR expression group. In terms of the association between PR expression level and molecular markers, compared with the high PR expression group, the low PR expression group exhibited higher HER2 expression (25.3% vs. 14.0%, respectively; p < 0.001) ( Table 1) .
Survival analysis of ER+ breast cancer patients between the high PR expression group and low PR expression group
The follow-up data for DFS, BCSS, and OS were obtained for 2,778 patients (91.7%). During the follow-up period, 329 patients died; 28 patients died from causes not attributable to breast cancer, and 425 patients had recurrence and metastasis. The median follow-up period of all patients was 70 months (range, 42-125 months). Among all the patients who were involved in this study, 2,656 (96.1%) were treated with mastectomy and 122 (4.4%) were treated with breast-conserving surgery. 85.9% of them (2,387/2,778) received chemotherapy, and approximately one-third of the patients (1,047/2,778) received radiotherapy. In our study, few of the participants with HER2 positive tumors were treated with trastuzumab because of the expensive charge, so targeted therapy was not included in the analysis of prognosis. PR = progesterone receptor; HR = hazard ratio; CI = confidence interval; IDC = invasive ductal carcinoma; ILC = invasive lobular carcinoma; BCS = breast-conservation surgery; HER2 = human epidermal growth factor receptor 2.
Univariate analysis using the Kaplan-Meier method showed that the patients with low PR-expressing tumors had worse DFS, BCSS, and OS than those with high PR-expressing tumors. The log-rank test showed a significant difference in the time to relapse and death between the two groups, with a shorter DFS (p< 0.001), OS (p< 0.001), and BCSS (p< 0.001) in the low PR expression group (Figure 2) . To readdress these imbalances and investigate whether PR status was an independent and significant predictor of DFS, OS, and BCSS among patients who received adjuvant endocrine therapy, a multivariate analysis was performed comparing the high and low PR expression groups with adjustment of all significant variables. In general, the multivariate analyses demonstrated that high PR expression was still significantly associated with a better prognosis in terms of DFS (p= 0.014; HR, 0.781; 95% CI, 0.641-0.950), OS (p = 0.002; HR, 0.699; 95% CI, 0.560-0.873), and BCSS (p= 0.005; HR, 0.714; 95% CI, 0.566-0.902) ( Table 2 ). These results indicate that patients with low PR expression have a higher recurrence risk and a higher chance of death than patients with high PR expression. In this study, we determined that chemotherapy was also a protective factor of DFS (p = 0.006; HR, 0.607; 95% CI, 0.425-0.867), OS (p < 0.001; HR, 0.435; 95% CI, 0.293-0.646), and BCSS (p< 0.001; HR, 0.418; 95% CI, 0.273-0.640) ( Table 2 ). To determine 
DISCUSSION
Breast cancer is one of the most common cancers among women worldwide [11] . The incidence of breast cancer continues to rise, and more than 15% of patients develop incurable disease [12] . It is important to identify those nonresponsive breast cancers and develop individualized therapies. Breast cancer gene expression profiling has gained significant advances in recent years. The combinatorial origin, the heterogeneity of malignant cells, and the variability of the host background create distinct molecular subgroups of tumors. However, patients with different molecular subgroups do not respond the same to endocrine therapy [13] . In addition, hormone receptor status can provide prognostic assessment for the effect of specific endocrine therapy for patients with breast cancer [14] .
PR is an important molecular marker that can predict the prognosis of breast cancer and its response to endocrine therapy, especially in ER+ breast cancers. Progestogens have been shown to oppose estrogen-stimulated growth of an ER+/PR+ patient-derived xenograft in a previous study [15] . In addition, the expression of PR can hinder estrogen-mediated proliferation and ER transcriptional activity in ER+ breast cancer cells [16] . Furthermore, tumor metastasis could partly be inhibited by high levels of PR in early-stage disease, and administration of a progesterone injection prior to surgery can provide improved clinical benefit [17] . The above-mentioned results indicate that PR activation can have an anti-tumorigenic effect in the context of ER+ breast cancer. At the 2013 St. Gallen International Breast Cancer Conference, the expression level of PR was defined in the molecular classification criteria. The luminal A type was defined as ER+/PR+ with a PR cell number greater than 20% [8] . In our study, the cutoff value was 25%, which is similar to the consensus 20%. We investigated PR expression and its relationship to other clinical and pathological parameters and studied the expression of other molecular markers in patients with invasive breast cancer. Our results showed that patients with low PR expression were mostly aged 50 or above compared to patients with high PR expression. The association between age and PR expression level that we found in this study is consistent with Rakha et al. 's study [18] . The number of patients with low PR expression who were postmenopausal was significantly higher than that of patients with high PR expression; one previous report also showed this result [19] .
In our study, we found that patients with low PR-expressing tumors had worse clinical and biologic characteristics than those with high PR-expressing tumors. The differences in tumor characteristics between the two groups might be related to hormone levels, which is currently widely recognized [20] . As the results indicate, compared to tumors with high PR expression, low PR-expressing tumors had a larger tumor size and more lymph node metastasis. Our findings also showed that low PR expression breast cancer is more likely than high PR expression breast cancer to be HER2-positive. Similar results were found in others research studies [2, 20] .
Adjuvant systemic therapy can significantly decrease breast cancer recurrence and mortality rates [21] . Endocrine therapy is recommended for most ER+ or PR+ patients due to its efficacy and favorable safety profile [21] . Some patients might receive endocrine therapy as their only adjuvant therapy. However, many unsolved questions prevent oncologists from selecting the appropriate endocrine therapeutic regimen for the distinct breast cancer subtypes. The role of ER expression level as a predictor of patients' response to endocrine treatment has been consistently recognized, but the role of PR status in the management of breast cancer remains controversial. To date, relatively few studies have been performed to find an association between PR status and prognosis of breast cancer. Even fewer studies exist of Chinese female patients with breast cancer. This study is a large and comprehensive evaluation of the prognosis of breast cancer in Chinese women with ER+ and different PR-expressing tumors. Furthermore, the relationship between PR status and chemotherapy effect was analyzed herein.
In our study, we found significant differences in DFS, BCSS, and OS through a multivariate analysis and each of these variables was an independent predictor of PR status, chemotherapy, lymph node metastasis, and factors, which is similar to results of previous studies [22] [23] [24] [25] . Kakugawa et al. [26] suggested that decreased PR expression might lead to excessive proliferation of glandular cells, which can cause cancer and metastatic lesions. In our study, all of the subjects were ER+ and treated with any endocrine therapy. Several studies have also
